BACKGROUND. Human fetal prostate buds appear in the 10th gestational week as solid cords, which branch and form lumens in response to androgen [1] . Previous in vivo analysis of prostate epithelia isolated from benign prostatectomy specimens indicated that Epcam þ CD44 À CD49f Hi basal cells possess efficient tubule initiation capability relative to other subpopulations [2] . Stromal interactions and branching morphogenesis displayed by adult tubule-initiating cells (TIC) are reminiscent of fetal prostate development. In the current study, we evaluated in vivo tubule initiation by human fetal prostate cells and determined expression profiles of fetal and adult epithelial subpopulations in an effort to identify pathways used by TIC. Lo luminal cells (LC) was performed, followed by microarray analysis of 19 samples using the Affymetrix Gene Chip Human U133 Plus 2.0 Array. Data was analyzed using Partek Genomics Suite Version 6.4. Genes selected showed >2-fold difference in expression and P < 5.00E-2. Results were validated with RT-PCR.
METHODS. Immunostaining and FACS analysis based on

RESULTS. Grafts retrieved from Epcam
þ CD44 À fetal cell implants displayed tubule formation with differentiation into basal and luminal compartments, while only stromal
INTRODUCTION
Prostate organogenesis coincides with fetal testes secretion of testosterone, its conversion to dihydrotestosterone (DHT) and binding of the androgen receptor (AR) to cells within the urogenital sinus mesenchyme (UGSM) [1] . These stromal events initiate epithelial outgrowth in the form of solid prostatic buds, which eventually elongate, canalize, and differentiate into branching ductal/acinar structures composed of basal and luminal (secretory) epithelial compartments [2, 3] . Fetal prostate development is relatively static until approximately 24 weeks gestation, when a rapid increase in T is paralleled by exponential prostatic growth that persists into the postnatal period. At mid-gestation, when androgen levels are relatively low (14-20 weeks), prostatic buds arise from the wall of the UGS and are composed of epithelia possessing an expression profile that resembles adult basal cells (androgen receptor (AR)-negative, P63-positive, cytokeratin (CK) 5-positive) [4] . Human prostate tissue regeneration studies have demonstrated that adult basal cells are capable of surviving in castrate environments and include a subset of cells that are capable of inducing tubule-initiation, branching morphogenesis, and formation of ducts/acini containing differentiated basal and luminal compartments [4] [5] [6] [7] [8] [9] . Characterization of epithelial cells isolated from fetal prostate tissue may allow further insight into adult prostate cellular hierarchy, as well as illuminate shared mechanisms used in fetal prostate development and adult prostate glandular maintenance that could be co-opted in tumorigenesis.
In several tissues (e.g., breast, lung, prostate), the cells of origin where tumor initiation occurs display stem/progenitor properties, including self-renewal, proliferation, differentiation, and the ability to interact with the stroma to create a vascularized niche in vivo [10] [11] [12] [13] . In models of human prostate tumorigenesis, basal cells display these features and also appear to be cells of origin of prostate cancer, since introduction of genetic alterations (AKT, ERG, and AR overexpression) followed by tissue recombination yields foci of adenocarcinoma within the recombinant grafts [11] . Although murine studies suggest that luminal cells have tumor-initiating potential, such observations have yet to be demonstrated with primary human cells that display a luminal profile [11, 14] .
Our Hi TIC express basal markers (i.e., P63, CK5) and possess self-renewal and differentiation capabilities [5, 15] . Determination of surface marker and gene expression profiles of prostate epithelial populations that have distinctive functional capabilities may help to uncover mechanisms involved in ductal/acini development, maintenance, and expansion. In our study, the antigenic profile of fetal prostate buds was analyzed via immunohistochemistry (IHC) and fluorescent-activated cell sorting (FACS) and compared with benign adult prostate tissues. Fractionation of dissociated fetal prostate specimens based on Epcam/CD44 expression allowed quantitation and functional evaluation of specific prostate cell populations. In an effort to identify genes and molecular pathways associated with fetal and adult epithelial subpopulations isolated based upon basal/luminal compartment, developmental stage, and/or functional capabilities, the Affymetrix Gene Chip Human U133 Plus 2.0 Array was utilized to conductgenome-wide expression profiling and comparative analysis. Data analysis was designed to gain further understanding of the pathways that may support tubule initiation, branching morphogenesis, cell survival, and angiogenesis processes, which are likely to be intimately related to tumorigenesis.
MATERIALS and METHODS
Human Subjects and Tissue Samples
Human prostate tissue was obtained following a research protocol that was approved by the Office for the Protection of Research Subjects at UCLA and the Greater Los Angeles VA Medical Center. Informed consent was obtained on all participants if identifying information was included. Many cases are procured without identifying information in an anonymous fashion at UCLA, therefore, an approved Institutional Review Board protocol with written consent was not required by the Office for the Protection of Research Subjects. Fetal prostate samples (approximately 14-18 weeks gestation) were obtained in accordance with federal and state guidelines, and prostate tissue was used for frozen/paraffin blocks or dissociated in order to obtain single cell suspensions as previously described [15] . A total of 9 adult and 30 fetal samples were used in this analysis. Adult prostate tissues procured from surgical specimens were divided and adjacent tissue sections were snap frozen in liquidnitrogen and/or formalin-fixed and paraffin-embedded for histological analysis. A genitourinary pathologist designated benign regions, and fresh tissue specimens were matched with adjacent frozen section slides to enable macrodissection and isolation of benign tissues. Mechanical and enzymatic digestion was performed to generate organoids that were sequentially filtered through 100-and 40-mm cell strainers as previously described [5] . Repeated passage through a 23-gauge needle enabled single cell suspensions to be generated. Cells were counted and resuspended in RPMI supplemented with 10% FBS, followed by immediate cell sorting. Fresh hFPS cells were cultured in RPMI supplemented with 10% FBS and R1881 (Sigma) and passaged three times prior to use in tissue regeneration assays.
Immunohistochemistry
Formalin-fixed and paraffin-embedded tissue blocks were cut into four-micron thick sections. Deparaffinization with xylene and rehydration via a descending series of ethanol washes was performed, followed by antigen retrieval and standard immunoperoxidase procedures using primary antibodies as previously described [5] . Antibodies used for IHC included CK5 (Convance), CK8 (Zymed), CK19 (eBioscience), P63 (Santa Cruz), CD44 (eBioscience), AR (Santa Cruz), and PSA (Dako).
Fluorescence-Activated Cell Sorting (FACS)
Single cells were suspended in PBS, 2 mM EDTA, 0.5% BSA and stained with antibody for 15 min at 4°C. Fluorescence-activated cell sorting and analysis were performed on a BD Special Order FACS Aria II system and Diva v6.1.1 (BD Biosciences). Live single cells were gated based on scatter properties and analyzed for their surface marker expression as previously described [15] . Antibodies used for FACS include Epcam-PE (Miltenyi Biotech), CD44-FITC (ebioscience), and CD49f-APC (BioLegend).
Prostate Tissue Regeneration in Immunocompromised Mice
In 1 and subcutaneously implanted as previously described [5] . A total of eight recombinants in Matrigel were implanted in to immunocompromised mice, four implants per cell fraction. Time-release testosterone pellets (Innovative Research of America) were simultaneously implanted. Grafts were retrieved after 16 weeks, and paraffin-embedded sections were generated for immunohistochemical analysis. Grafts were retrieved at a frequency of 75% (total of 6 grafts retrieved for analysis).
RNA Isolation and Microarray Hybridization
RNA was extracted using Qiagen RNAeasy 1 Micro Kit, following the manufacturer's instructions. After RNA extraction, all quantitation and microarray experiments were performed at the UCLA Department of Pathology Clinical Microarray Core Laboratory. RNA integrity was analyzed using an Agilent 2100 Bioanalyzer (Agilent Technologies, Palo Alto, CA). RNA purity and concentration was determined using a Nanodrop 8000 (Nanodrop Products, Wilmington, DE). Microarray targets were generated using FL-Ovation cDNA Biotin Module V2 (NuGen Technologies, San Carlos, CA) and then hybridized to the Affymetrix Gene Chip U133Plus 2.0 Array (Affymetrix, Santa Clara, CA), all according to the manufacturer's instructions. The arrays were washed and stained with streptavidin phycoerythrin in Affymetrix GeneChip protocol, and then scanned using an Affymetrix GeneChip Scanner 3000.
Microarray Data Analysis
AGCC software (Affymetrix) was utilized for acquisition of array images and initial quantification. For subsequent data analyses (cluster and principle component analyses), the Partek Genomics Suite Version 6.4 (Partek, St. Louis, MO) was employed and conducted using Partek default settings. Differentially expressed genes were selected at !2-fold difference (comparing various prostate subpopulations) and P < 5.00E-2. Biofunctional analysis was performed using Ingenuity Pathways Analysis software Version 7.6 (Ingenuity Systems, Redwood City, CA) as previously described [16, 17] .
RT-PCR Analysis
For quantitative Real-time PCR, RNA was generated using Qiagen RNAeasy Micro Kit, following the manufacturer's instructions. The concentration and purity of total RNA was assessed via UV spectrophotometer (260 and 280 nm). Total RNA (up to 5 mg) was used to generate cDNA via SuperScript III First-Strand Synthesis Kit (Invitrogen). For quantitative Real-time PCR, SYBR 1 -Green Supermix (Bio-Rad Laboratories) was utilized with a Bio-Rad CFX Multicolor Real-time PCR detection system. PCR primer pairs for PSA, AR and p63 were purchased from SABiosciences Corporation. The PCR reaction conditions were performed as previously described [15] .
RESULTS
Evaluation of Basal and Luminal Marker Expression in Fetal and Adult Prostate Tissue
In order to evaluate the expression profile of prostate buds and developing ducts/acini that are present during the mid-gestational, low androgen phase of fetal development, immunohistochemical (IHC) staining was performed on formalin-fixed, paraffin-embedded tissue sections derived from autoptic fetal prostate (14-18 week gestation). Benign adult prostate tissue, procured from prostatectomy specimens, was stained for comparative analysis. The general epithelial marker, Epcam, was detected in both fetal and adult prostate epithelia (Fig. 1A) . Epcam staining appeared stronger in adult tissues (3þ) than fetal tissues (1þ). Consistent with previous studies, adult prostate acini demonstrated a welldemarcated basal compartment, designated by strong (3þ) CK5, P63, and CD44 co-expression (Fig. 1B) .
Basal markers CK5 and P63 demonstrated abundant (3þ staining) throughout fetal prostate acini. In contrast, luminal markers CK8 and AR staining ranged from low (þ/À) to undetectable (À) in fetal epithelia (Fig. 1D) . However, fetal stromal cells surrounding the epithelial buds displayed strong (3 þ) AR expression relative to adult stroma, which displayed low AR (þ/À) staining (Fig. 1D) .
Previous studies of prostate epithelial compartments have indicated that there may be intermediate cells that may express specific cytokeratins, including CK19 [18] . Intermediate cells may represent transit amplifying progenitor cells that eventually mature into secretory (luminal) cells [19] . We evaluated the expression of CK19 and found 3þ staining predominantly within basal cells in adult prostate tissue specimens (Fig. 1C) . Fetal prostate epithelial demonstrated pan-epithelial staining of CK19(3þ).
In contrast to adult prostate tubules which
compartments, developing acinar structures in the fetal prostate displayed a predominantly basal profile, with the exception of CD44 expression, which appeared low to undetectable (þ/À) in the majority of fetal epithelial cells relative to adult basal cells (Fig. 1B) . Interestingly, this fetal epithelial IHC profile
matches that of a small subset of adult basal TIC [4, 5, 15] .
Cell Sorting of Epithelial and Stroma Populations Isolated From Fetal Prostate Tissue
We have previously performed functional analysis of fractionated adult prostate epithelial cells using the combination of Epcam, CD44, and CD49f antibodies for cell sorting of dissociated benign tissue [15] . The Epcam þ CD44 À CD49f Hi (TIC) fraction has consistently demonstrated superior tubule-initiating activity compared to other cell fractions when these cells are recombined with stroma and implanted subcutaneously into immunocompromised mice [15] . In order to determine the antigenic profile of cell populations, FACS analysis of dissociated fetal prostate tissue specimens was performed. Distinct fetal prostate cell populations were isolated via cell sorting to assess tubule-initiation capability, in vivo, and determine gene expression profiles via microarray analysis, (Fig. 2A) . As suggested via IHC of fetal prostate tissue (Fig. 1A) , Epcam is detected on the surface of fetal epithelial cells via FACS (Fig. 2B) . However, the majority of fetal cells isolated from dissociated prostate tissue appeared to be Epcam À and likely represent stroma and blood cells (Fig. 2B) (Fig. 2C) . Three dissociated fetal prostate samples were pooled prior to cell sorting in order to collect fractions for in vivo implantation. Fetal cell fractions were combined with cultured hFPS and implanted subcutaneously into NOD-SCID mice supplemented with testosterone, as previously described for adult prostate cell isolates [15] . Grafts were retrieved after approximately 16 weeks in vivo, followed by paraffin-embedding and IHC analysis of tissue sections (Fig. 2C) . Epcam À CD44 À fractions yielded grafts with stromal outgrowth, but no tubules were observed in 100% of grafts retrieved (Fig. 2C) . On the other hand, one out of the four grafts retrieved from Epcam þ CD44
À fractions displayed clear epithelial cords and acini surrounded by stroma (Fig. 2C) . These structures appeared to differentiated, and included a P63 þ basal-like layer with predominant AR þ PSA þ secretory cells surrounding the lumen (Fig. 2C) . The multilayer appearance of the acini, however, suggests that differentiation was incomplete or did not accurately recapitulate normal adult bilayered ducts.
Hierarchical Clustering and Principal Component Analysis Demonstrate Distinctive Molecular Phenotypes Among Prostate Epithelial Subpopulations
In order to determine gene expression profiles of epithelial cell populations isolated based on Epcam/ CD44/CD49f antigenic expression, total RNA was isolated from fractionated fetal or adult prostate cells for microarray analysis. The Affymetrix Gene Chip Human U133 Plus 2.0 array was used, which includes more than 54,000 probe sets that can analyze the relative expression of more the 47,000 transcripts with extensive expression analysis of the entire genome. Fetal RNA from sorted cells (6 pooled fetal samples) was compared with RNA from individually sorted adult prostate cell fractions isolated from 12 patients (unpooled). In some cases, the RNA quantity and quality from certain adult fractions were not sufficient to proceed with Affymetrix array analysis, so these samples were not included. All together, 21 adult samples were analyzed, as well as
Hi cell fractions from six fetal samples that were pooled together order to obtain sufficient RNA for gene expression analysis. Upon review, three of the adult samples appeared to be significant outliers and were removed from further analysis, leaving 19 remaining samples for comparison,
Hi ), and four LC (Epcam þ CD44 À CD49f Lo ). A hierarchical clustering map was generated using these probes/genes of interest (Fig. 3A) . Differentially expressed genes were defined by a P-value of <5.00E-2 and twofold or greater difference in relative expression between groups TIC versus LC and BC. This approach resulted in the segregation of 852 candidate probe sets developed on the basis of the statistical significance (P < 5.00E-2) of the difference in their expression of the study group (TIC versus LC þ BC) and an at least two fold change in gene frequency (!2). The heat map revealed four distinct patterns that correlated with the four fractionated epithelial subpopulations (TIC, BC, LC, and FC).
In order to better visualize data sets obtained from RNA expression microarray studies, principal component analysis was performed to segregate data based upon functional cellular designations (Fig. 3B) . A 3-dimensional scatter plot was derived from the gene list employed for the construction of the hierarchical clustering map. The pattern of samples forming distinct groups is demonstrated using this approach, as previously described [17] . In analyses of 18 samples, putative TIC are easily distinguishable from BC and LC. Although FC demonstrates a distinctive gene expression profile, it is most similar to TIC when evaluated in this context. These results confirm that Epcam/CD44/CD49f cell sorting enables isolation of prostate epithelial subpopulations that are not only functionally distinctive, but exhibit distinct gene expression profiles. The top 30 genes identified as significantly upregulated or downregulated in TIC compared to LC and BC (Table I) , with fold difference of expression ranging from 3.67 to 6.99 and P-value from 9.87E-09 to 1.65E-04. Probe set identification (ID) for the Affymetrix array is listed in the left column of the table. Uncharacterized genes are listed as "--" in the gene symbol and gene name columns. Some genes and gene family members identified, such as FILIP1L and RARRES1 had multiple probe sets and are listed more than once.
Validation of Expression Array Data via Quantitative RT-PCR (qRT-PCR)
Validation studies were performed using RT-PCR with TIC, BC, and LC fractions obtained from an independent set of adult prostate specimens (Fig. 4) . Representative basal and luminal markers from the gene list, including P63, AR, and PSA were selected, and quantitative RT-PCR was performed with a minimum of three individual patient specimens. Consistent with the Affymetrix gene expression array results, TIC and BC populations demonstrated significant high P63 expression, but relatively low AR and PSA (Fig. 4B) . In contrast, LC displayed abundant AR and PSA expression and relatively low levels of P63. These results are consistent with TIC and BC comprising the basal compartment and LC representing epithelial cells from the more differentiated luminal (secretory) compartment. To highlight gene expression differences among TIC, BC, and LC that may provide clues about mechanisms underlying specific functional traits associated with each population, analyses were performed with gene lists obtained from comparative analysis of TIC versus BC (total of 1,283 genes) and TIC versus LC (total of 2,316 genes). Characterization of differentially expressed proteins correlating with each gene list was performed using Ingenuity Pathway Analysis (IPA) Version 7.6 software. Genes associated with biological functions in the Ingenuity Pathways Knowledge Base are considered for analysis by defining networks which reveal physical or functional relationships among differentially expressed genes. First, functional groups associated with gene-encoded proteins are identified, followed by determination of statistically enriched pathways that coincide with specific cellular events [16] . IPA analysis demonstrated striking functional group similarities in TIC versus BC (Fig. 5A ) and TIC versus LC (Fig. 5B) analyses. Functional groups associated with cancer were of the greatest significance in both datasets. In TIC versus BC analysis, 372 out of 1,283 genes were related to cancer (P-value: 1.24E-23-1.38E-03), while 590 out of 2,316 genes were associated with cancer in the TIC versus LC dataset (P-value: 7.79E-35-1.95E-03). Other functional groups identified both analyses were associated with reproductive system disease, cell growth and proliferation, cell development, and cell movement.
DISCUSSION
In order for prostate development to occur, interactions between epithelia and mesenchymal cells are necessary to create an organized microenvironment composed of branching ducts/acini that are anchored to a well-vascularized fibromuscular stroma [2] . Similarly, adult prostate tubules populated with basal and luminal epithelial compartments can be induced in vivo, when specific subpopulations that are often referred to as prostate stem cells (PSC) or tubule-initiating cells (TIC) are combined with human fetal prostate stroma (or rodent urogenital sinus mesenchyme) [15] . PSC/TIC survive castrate environments and remain responsive to variations in endocrine/ paracrine hormonal cues throughout the lifespan [2, 20, 21] . In the fetal prostate (12-18 weeks gestation), epithelial buds are precursors to mature canalized ducts/acini [22, 23] . In vivo recombination models that utilize adult prostate epithelial appear to replicate natural prostate developmental processes to some degree, since recombinant grafts display rudimentary buds interspersed among differentiated, multi-layered, secretion-filled tubules [15] . The epithelial-stromal interactions that define fetal development and persist into adulthood are likely perturbed in prostate tumorigenesis, leading to disorganized branching morphogenesis [2] . Prostate adenocarcinomas are typically identified and graded based upon the degree of breakdown of glandular architecture. Ranging from tightly clustered luminal cell outgrowths with small lumens to sheets of amorphous cells, all tumor foci appear to lose the basal cell layer [24] . Deciphering the mechanisms used by TIC to regulate branching morphogenesis and cellular differentiation throughout fetal and adult prostate development may yield important clues to uncover durable treatments for invasive carcinoma.
Previous prostate tissue regeneration studies performed with fractionated adult murine and human epithelial cells identified subpopulations adept at inducing tubule formation [5, 9, 15, 25] . Epithelial cells with the most efficient tubule-initiating capability consistently appear to originate from the basal compartment. Although loss of basal cells is a hallmark of adenocarcinoma, cells from the basal compartment are capable of malignant transformation and induce luminal cancer foci when transduced with oncogenes [7, 11] . À antigenic profile and co-express basal markers CK5 and P63. The nuance of CD44 negativity of adult TIC is interesting, since IHC analysis reveals that the majority of adult prostate basal epithelia appear to express CD44 (see Fig. 1A ). In human fetal prostate tissue, the vast majority of cells detected via IHC were CD44 À and only a minute population of CD44 þ cells (0.01%) could be detected via FACS analysis of total cells recovered from pooled dissociated fetal prostate tissues. Despite pooling to increase cellular yield, it was only possible to obtain on the order of 10 3 epithelial cells via cell sorting. Consequently, isolating the Epcam þ CD44 þ subpopulation for functional evaluation in tissue recombination assays was a challenge and a limitation for our current study. Additionally, we were unable to stratify cells based on CD49f
Hi expression, similar to the adult TIC population. However, since Epcam þ CD44 À fetal prostate clearly demonstrated TIC activity, in contrast to the Epcam À CD44 À population, it can be concluded that this fraction is functionally similar to its adult counterpart in its tubule-initiating activity. We show here that a nearly pure population of Epcam þ CD44
À cells comprises the fetal epithelial compartment at a stage of development when these cells are poised to commence unprecedented growth and differentiation in response to rising testosterone levels. This epithelial profile is compatible with tubule-initiating and branching morphogenesis capabilities previously demonstrated in studies with fractionated adult prostate tissue. The notable shift in Epcam þ CD44 À cells from fetal majority to representing a small minority in adult prostate tissues, is in line with previous studies suggesting that stem cells are rare in adult tissues, with a small pool in reserve to perform tissue repair/ regeneration as needed.
Interesting similarities between fetal and adult TIC were also evident from the microarray analysis performed. The expression profile of FC appeared closest to adult TIC, compared to BC and LC, and the genes most differentially expressed in adult TIC are associated with cancer. One limitation to the microarray analysis is the limited amount of RNA obtained from the fetal tissues. In order to perform this analysis six dissociated fetal samples were pooled prior to cell sorting. As a result of the limited cell retrieval, individual fetal samples or multiple pooled fetal samples were not available for comparative analysis. Despite this limitation, the pooled fetal sample displayed an expression profile most similar to adult TIC, consistent with the IHC profile and functional overlap of these developmentally distinct populations. IPA analysis of TIC included pathways involved in androgen and estrogen metabolism, ERK/MAPK signaling, Wnt/B-catenin signaling, and human embryonic stem cell pluripotency. This first--in-field gene expression analysis of fractionated prostate epithelial cells associated with specific biological functions will be useful in determining molecular pathways involved in the transformation process and castration-resistant survival and growth.
CONCLUSION
Our results indicate that both fetal and adult prostate tubule-initiating cells display clustering gene expression profiles. The genes and pathways common to these cell populations are often deregulated in cancer, which may suggest a cell-of-origin role for TIC in tumor initiation.
